Cleavage of 5´ FAM-labeled ssDNA 32 or dsDNA 32 (1 μM) were measured in the presence of 0.5 μM SAMHD1 which had been purified through the Ni-NTA and CE purification steps. To confirm the results obtained at low salt, binding reactions were carried out at the same salt concentration used in the other binding studies (50 mM KCl) with varying concentrations of ssDNA 57 from 0.25 to 2.5 μM. These data were globally fit to the quadratic binding equation incorporating a variable number of SAMHD1 monomers per ssDNA 57 (eq. S1). The best fits were obtained using 2.05 ± 0.1 monomers per ssDNA 57 .
Equation S1
:
where A is the observed anisotropy, A 0 is the initial anisotropy, A max is the maximal anisotropy, [NA] is the concentration of total nucleic acid, [SAMHD1] is the concentration of total SAMHD1, C 0.5 is the concentration of SAMHD1 at half-maximal saturation, and n is the number of SAMHD1 monomers bound to each nucleic acid. 
